Supplementary Figure 2: (a)
Western blotting shows that ectopically expressed Flag-53BP1 53BP1 is hyper-phosphorylated in NOC treated U2OS cells but dephosphorylated by treatment with λ-phosphatase. The phospho Histon3 S10 indicate mitotic arrest in response to NOC treatment. (b) An in vitro kinase assay revealed His-Aurora B phosphorylates GST-53BP1 (aa 1300-1750), but not GST alone. (c) Specificity of custom-generated p-S1342-53BP1 antibody with S1342 phosphorylated peptide was confirmed by Coomassie-stained SDS-PAGE with control and phosphorylated peptides (bottom). (d) Immunoblotting of mock-or NOC-treated HeLa and U2OS cell extracts. Mitotic cells were collected by shake-off. Phosphorylation of histone H3 at residue S10 is a mitotic marker. (e) An in situ proximity ligation assay shows interaction foci (red) of endogenous WT 53BP1 or p-S1342-53BP1 with Aurora B only in prometaphase cells.
